Immunofluorescence images of dendrites obtained from primary hippocampal neurons 14 DIV that have been subjected to the newly inserted AMPA receptor assay. The unconjugated secondary antibody masks efficiently surface AMPARs (control, top panel) so that indeed only newly inserted GluR2 positive AMPA receptors are detectable upon GFP (middle panel) or Reln (bottom panel) stimulation. Scale bar 2µm. (B, C) Src family kinases are necessary for AMPA receptor membrane insertion induced by Reelin. Wild type hippocampal neurons, examined for newly inserted AMPA receptors, were stimulated with Reelin for 3 hours or Reelin after pre-incubation with the SFK-inhibitor SU6656. SFK-inhibition was performed for 1 hour prior to the stimulation step. Fluorescent images of GluR2 inserted into the dendritic membrane (B). Relative fluorescence intensities of newly inserted GluR2 in dendrites of neurons stimulated with Reelin (Reln) or Reelin in combination with SU6656 (Reln+SU6656). n=4 (C). Scale bar: 5µm; Bar graphs show mean ± SEM ***P < 0.001. (A) EphrinB2 expression levels are unaltered in ephrinB2 S-9>A knock-in mutant mice. Hippocampal neurons were cultured from wild type (+/+) and ephrinB2 S-9>A (efnB2 S-9>A) embryos. At 14DIV neurons were lysed and analyzed for ephrinB2 and GRIP1 expression by Western blot. (B) The mutation of serine-9 of ephrinB2 to alanine abolishes the GRIP1-GluR2-ephrinB2 complex formation. Total brain lysates from wild type (+/+) and ephrinB2 S-9>A (efnB2 S-9>A) mice were immunoprecipitated by anti-GRIP1 antibody and examined for ephrinB2 and GluR2 binding. ; GRIP1 +/-compound mice (21 slices). ApoER2 -ephrinB2: n = 6 wild type mice (13 slices), 4 ApoER2 +/-mice (9 slices), 4 efnB2 S-9>A/+ mice (8 slices), 6 ApoER2 +/-; efnB2 S-9>A/+ compound mice (15 slices).
